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Figure S1
A) Schematic drawing of domain structures and conserved regions between Pc-eRF3 and aEF1α. The conserved G-domain motifs are shown as black squares according to ref. 11. B) Sequence alignment of Pc-eRF3 and its homologs. Muscle (67, 68) and ESPript (http://espript.ibcp.fr/ESPript/ESPript/index.php) (69) programs were used to generate the alignment with secondary structure of aEF1α. Sc-eRF3: Saccharomyces cerevisiae eRF3, Sp-eRF3: Schizosaccharomyces pombe eRF3, Hs-eRF3: human GSPT1, Ap-EF1a: Aeropyrum pernix EF1α, Ec-EFTu: E. coli EF-Tu, Ta-EFTu: Thermus aquaticus EF-Tu. The Pc-eRF3 mutation sites identified in this study are indicated by triangles.
Figure S2
Sequence alignment of Sc-eRF1 and its homologs. Muscle (67, 68) and ESPript (http://espript.ibcp.fr/ESPript/ESPript/index.php) (69) programs were used to generate the alignment and secondary structure prediction. Sp: Schizosaccharomyces pombe, Hs: human, aRF1: Aeropyrum pernix aRF1. The Sc-eRF1 cooperative mutation sites identified in this study are indicated by triangles.
Figure S3
Complementation analysis of eRF3 temperature sensitive strain (eRF3ts) of S. cerevisiae (YK21-02). Growth of the eRF3ts strain that had been transformed with the Pc-eRF3-mutant plasmids at restrictive temperature, 37℃, is shown. (-: no growth, +: weak growth, ++: good growth)
Figure S4
Yeast two-hybrid binding assay of Pc-eRF3c mutants against Sc-eRF1. Binding domain vector pGBT9 alone, or fused to Sc-eRF3c, Pc-eRF3c wt , or its mutant genes were introduced into the AH109 strain together with pGAD424-Sc-eRF1, and growth of the transformants were examined on selection plates. (-: no binding, +: weak binding, ++: good binding) This figure is complete data set of Figure 2B .
Figure S5
Complementation analysis of the double tet-OFF strain of S. cerevisiae (Y138) by Pc-eRF3c mutants. p416GPD vector, p416GPD-Sc-eRF3c, p416GPD-Pc-eRF3 c wt and its mutants were introduced into Y138 in combination with p414GPD-Sc-eRF1, and growth of the transformants were examined in the presence of 7.5 µg/ml doxycycline. (-: no growth, +: weak growth, ++: good growth)
Figure S6
Yeast two-hybrid binding assay of Sc-eRF1 mutants against Pc-eRF3c wt . Activation domain vector pGAD424 alone, or fused to Sc-eRF1 or its mutant genes were introduced into the AH109 strain together with pGBT9-Pc-eRF3c wt , and growth of the transformants were examined on selection plates. (-: no binding, +: weak binding, ++: good binding) . This figure is complete data set of Figure 4C . Table S3 . Primers 
SUPPLEMENTARY
P363 5'-GGGATCCATATGAATTCAGAGGCAAACAACAGTGA-3' P318 5'-GGGTCGACCTACTCCTCGGAGATAAGTT-3' P362 5'-GGGATCCATATGTATGGAAAAGAACACGTAAATG-3' P555 5'-GGGATCCATATGCCATTAATCATTCCTATTCA-3' P549 5'-ATTGTAGCAATTAATGCAATGGATGATCCTAC-3' P550 5'-GTAGGATCATCCATTGCATTAATTGCTACAAT-3' P291 5'-GGGATCCATATGTTTGGTGGTAAAGATCAC-3' P292 5'-GGCTCGAGTTACTCGGCAATTTTAACAAT-3' P289 5'-GGGATCCATATGGATAACGAGGTTGAAAAA-3' P306 5'-GGGTCGACTTAAATGAAATCATAGTCAGATCC-3' P420 5'-GGTCTAGAACTAGTCCATGGACTACAAAGACGATG-3' P421 5'-GGGGATCCTGTCGTCATCGTCTTTGTAGTCCATGG-3' A B Pc-eRF3
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